WO 03/091422 



PCT/JP03/05371 



m m # 

^m^mmm^\^n^>msM t P<DpH\^ j&*ra*pHi o~i nw 
^*yi4««»cfe5 0 tot, jmmmmzm&ztizmmn, t^jujsss 

^^5fc^i^^ga^"5rti*T^y-fe/i'7— b a c i 1 1 

u s MHlM-f'S B a c i 1 1 u s s p . K SM- 6 3 5 fcUktoT tVi) ]) ir/V 
7— ir (#<&Bg 60-23158 - 0 3 0 5 7 8-§-<k$g, *H 

#fF3l4 9 4 5 0 5 3 #M##§9 % Bacillus s p . K SM- 6 4 * 
$k(DTJVf] V t/V7— (Shikata et al . Agric. Biol. Chem . , 54, 91-96, 1990, S 
umitomo et al . , Biosci. Biotechnol. Biochem . , 56, 872-877, 1992) , fyMMknjfr 
T/W*ytt|S B a c i 1 1 u s sp. KSM-S 2 3 7 (FERM-BP 7 
875 :^9^2^6 |3#T\ &&ft^Ammmm&QM£ffi WfPifcto* 
te-fe^*- (B*Mio<|iHiIlTBlf*r *ife$g6 (fPffi##3 0 
5-8 5 6 6) ) fcl*KLfc) fci*)^fi*tt5W«HltTyV*y-fe/^— t? (# 
My 10-313859 #^$S) . Bacillus sp. KSM-N257 
&&<DT/Ujj if WflRSpl 2-2 8 1 3 78f) „ B a c i 1 1 u s 

s p. KSM-N1 3 1 &%c<DTjV1) t? (#1^1 2-3 7 38 5 

9#) W^JfeJXTVS^ rtb^f^/V^^i/^^/Hr/l-o— ^ (CMC) £ 
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Tfi, $?T^y ttB a c i 1 1 u s &$k<D T JVjJ V if (NKl) ^ Ba 

c i 1 1 u s s u b t i 1 i s ^^rofotti?/^— if (BSC) O^f-^^^i/ 

s<?m*mmu ^<Dvu^^mit^tcm^m^^tix^^K ^tu*, s 

jipH^rT^ytt^fecf'ttJ-v'^ h£i£fct>(DXfoZ> (Park et al . , Protein 
Eng. . 6, 921-926. 1993) „ 

SfclliJrCf^U Tr i choder ma r_e_ej_elft*©t n tf^fc KB 

7-t*(ce i7A) kmu ^^i4*^ia^(DT§y^gm-r5c^T% m 
mmt)m^x£vmmpH*±&£&tcmwte£hx^2>& (Beker e t a i . 

Biochem. 356, 19-31, 2001) % mUSr^MiH^ O^JI p H^$H41^Kfc 9 . 

#3§?J!#b{3\ MBH#-^l {c^-TTy^ ^ (Eg 1 -2 3 7) [^o 

<£>*SPH£&^-f ifMo^T, IB^J#-i-l <D3 4 3#~3 7 7^3?:f4r 

f-T 5 / ^Sit 2-15 <0**7*f- *X,tzMMkT As* V t^7-t\ RX* 
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tt5t^5-l?©7 $ /8ft^J&SE?!)£*fcB|-Cifc5 0 

0 313, 77 = ^-t ^f^y-77- >^#Wft5SSJE& P H Sr^i"Bl^fc 
@4I1 77 = ^- X/V^r- V -77= ^X£#G>*3fiRJ£ P H Sr*+H T? Jfe 

-So 

Sk±<Dft$m&irtz-*A'7—e t vxn, mmr $ y ^ia^j t 9 5 %£JLh©*@ 

WGENETYX-WI NO-7^->"7Ay y^f-f-** p ^-fw 
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Z±/Uy~ iff*, ttxt*?*- ^y"V ^^©^SrfflV\ 3D- ID. XPLOR 
R O CH E C K7*b ?y J*\z X K> ^/Uy— H (D^f-m^Zf-M VtcW& 
1E?IJ#^-1 (C*5V^T4 2#@C0n-f v->-^f,4 0 4#SCD^y :/£X£)}gtt 
-T is&m t7 0 %£LL S »*L<tt8 0 %^_h, J; 9 £ L < it 9 0 %^_h, 
£ £> ;£ L<(495 %£A_h, L < ft 9 8 %£JLh©tB GH4&# U B.o 

BB?lJ#-§-l K&ttS 3 4 3#l^T^^7=¥>-^fe 3 7 7#@ ©n^ ;>->-{;l*HS 

fU\ ft, rro^(DT§y^ia^J«D^HH4tt. m%-l*L i pman-Pe a 
rsonfe (Science , 2 2 7,' 1 4 3 5, 1 9 8 5 ) 1^X1+^1" 

A-ffi^&ib (sds-page) &&5v^(^v?tj§^c:J:(9#fett?>^S^ 
8 6, 0 00 + 2, 0 0 0T*fc5, ^/V3S>v'^^/V-fe/l-n— ^^rSKi Lfc# 
•&OSjiSJSpH^7. 5~9. 0<DffliCfo%, ft5lR/Si&^4 0 ~5 0t» 

-^^{5^{cy^+->-^^^^i-Srt^*L<, pH9X5 0°C, 10 

^ti s 8 6, 0 0 0±2, 00 0 (SD S~P AGEfcSl^iSephac 
ryl S 2 0 0 # 7 i4£ £ 5 ^Mtilife) > H^pHi}S8. 6~9. 0 % Sil 

sot, ^/i^^n-^o^dMr y t~ri/&&.B\z.5m 

U pH9, 5 mMt{b*/V->'> A#STT 5 0^ 1 0 ^(D&S&^rofcil 

-g-9 5%«± (3 o°c, i oftfflfcmmiDmftm&zi oo%t-?%) vm^m 
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v */V7—e<D^ tm. viz «t o \zmm%- 1 ©#s©gtt >r i-is® 

fjl?&5Egl-2 3 7 [^f;V^ x^f-KSM-S2 3 7(FERM B 
P-7875) Hakamadafe, Biosci. Biotechnol. Biochem. , 64, 2281-2 

289, 2000] % s<?-jUX n^fcf— 1 1 3 9tlft*©7^ P -fe/l'7-€ (Eg 
1-113 9) (Fukumori fe, J- Gen, Microbiol, 132, 2329-2335) Cfgl^tt 
9 1. 4%) , x^fc'- KSM-6 4^3fceDT/W# Pir/V^— -tr 

(Eg 1—6 4) (Sumitomo fe, Biosci. Biotechnol. Biochem., 56, 872-877, 
1992) fflllt9 1. 9%) ^ m^tT— KSM-N 1 3 l^S^CO 

(Egl-N13 1b) (#i2 0 0 0-47 2 3 7f) 
5. 0%) «Stj&s*W fetus. 

*3IKO^l7;v* y t;V7-^»> ±I5^T/V* y-feyV9— etcfcv^T, EH 
?U#-i§- l co 3 4 3{i~ 3 7 7i4xttrtLfc+i^i-5M©T =• y KftXft»E>Btf 
*t5 l fiA±Sr^$*, SfltfcjfeflHfrfciT 5 y 2 ~ l 5 K«r# 

^^t^T^yS^Sfi, I23WI-1 ©3 4 3&~3 7 7fi(C*5lt5ft|:© 
5»KXtt*a9«© 1 ~ 3 5 f@<DT / ^aST'fcttfi ct < , £f * L < f± 3 5 0 &~ 
3 7 7{4tK <fct?£f£L< fi3 5 5-f4~3 6 jEKl#r* L < fi 3 5 7&~ 

3 6 2&^<DT Sm&&X*h%o 

3 4 3{i~3 7 7{i4 1 <£ffifC<Dl~2 7g|g, 2~15^S^fi3~l 
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/tim&s 3 5 7&~3 6 2&*©fflR<0 2»2k 2~5SffiXtt^t©75y 

»T36»5iB3?!l#* 1 CO 3 4 3 &~ 3 7 7 1©7 5 7 ^fl^fi, o v 5 -^ U 
y^lCj:54#flKS)Wf (Ozawa et al . , Protein Eng. . 14, 501-504, 2001) \!l£tl 
tf, E g 1 - 2 3 7 <Dft&¥>bfrb&&tttmtc&m^1ZU g A&#ffi< > 

ft* rgE?lJ#-*§-l CD 3 4 3&~3 7 7^^^"f 5{il©7 5 J m&Mi *W 

7 — cot 5 y ^SB^J^r ^cd J: 5 **jfetfS?!l n £ (c: £ t> , 757 ^S3?iJ 
?iJ1»OMS:ft«>Sra:*S"We*>S (HI a~l c) . =®5m 

gl-23 7) ©35 7f~3 6 2{i{C*|^-f tff&LfcEg 1-11 

39, Eg 1-64, Eg 1-N1 3 1 b MoV^^li, TIE^ 1 (D t *5 (? t* 
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*1 



Egl-237 


Egl-1139 


Egl-64 


Egl-N131b 


357Gly 


357Gly 


357Gly 


343Gly 


358Lys 


358Lys 


358Lys 


344Lys 


359Ser 


359Ser 


359Ser 


345Ser 


360Asn 


360Asn 


360Asn 


346Asn 


36tAla 


361Ala 


361Ala 


347Ala 


36ZIhr 


362Thr 


362Thr 


348Thr 



-rtia^m^ivx^x^-hx^iK 75=^ ^y^y, t^s^, 

^^ij^^mj^^Ks »lu77^t^y->^ 77-yi:t^y N 

K«f57 5 7 f i LTIi, 2-1 5l®T'fc5©as 
^*U<, 2~iofe Hfcfi2~6#lX'fcSco^*b< N mz.3mx°h%<n 

i-v-f yn^->y-/<!) y ^yn^yy-7^y- 
y y- y v?;/ x ^y v/y-p^-yy-^Ti'y, -fey is-s<i) y-7x^ 
/kt^^W^s^ t-e^i^^^-yasirftsa-eas© 
k#£f* u< % 77-y-tti©ifiro7?yi-77-y^J:^4 b 
< , 77=y-^y-yy-77=y> 77=y-t^fvJy-77-.^W7 
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SrPSSi imfttt, -7— (D^jfe (J. Mol. Biol. , 3. 208-212. 1961) ^0<bHffi 
<£>3rfe ( Biochim. Biophvs. Acta . 72. 619-629, 1963) ] U i'a^Wy^P-^ 

is^m^p cRSfcSrfflvvaftr/K* y -fe/W7— (#j^ff@H^"i#-§-i -e^ns 
T^y stta^jsr^rrsT^ y -tr^— *?) K-t-aate^ (@b^j#-^2 ) 

{i^^Mfe^«:ffiVN5Ci^t?#5 0 0S;fctfTaka raltOSi t e -D 
irected Mutagenesis System Mutan — Sup 
er Express Km k i t^^ffi-f-5 w k&X*$ S„ ^M^^A^ 

Ttfttf#fa*5fc©t>^nnsB-cs>5. ea^tf, Bacillus m mw&is 

?Et-r%W&, PUB 1 1 0^pHY3 0 0 PLK^Wbil, ^ClittSrte 
t-t&W&, PUC18, pUC19, pBR3 2 2tV^pHY300PLK 
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(D?7J*m$m, Escherichia c o 1 i (*BW») 

Hk StreptomvcesJ I C!&$Mii) ^ Saccharomvces M ( 

■*») . Aspergillus! 0*7 tf) «OjtTB«S^rf fettS. 

-^^felcio-c^o^^mm^vv fflttttft, *JS&*&» MfdMbK: 

9— €roMct<9 fcf§5<> »£L<«, P H9. 0 — 9. 5. £ ?) £f £ L< p H 

9. 5~io. o^mr/^VMic^ vbTv^tt^-efeSo ^btd^r 

MM&l 1 E g 1 — 2 3 7 ZfW&tD&M 

Eg 1 — 23 7 (DSH^frxVWS. ISfcf&NMS^JOS^^fr-CV^ C e 1 KOH? 

D-lD.XPLOREWPROCHECKT'o^Aia^ffofc,^^ 
#? 3 tLfcit#Sr^^-7 , mitrt(D-g|50T5 (3 5 7#>/y v^^P, 3 6 
2#^W^-=^) ^^-frS^BttCT^^-^y J/y-77 = ^ 77- 
y-txfi?y-77->'M77-y-7^¥-y-77^^lffcl^AL 
fc„ royw^lEoIStli, ^m^PX7"7>f^-l, 2&U?3 (IE 

9 



WO 03/091422 



PCT/JP03/05371 



iiDNAi LTpHY3 0 0 P LK$\Z.W&x. bfrltE g 1 - 2 3 7 

^^A(Cfi^DNAJw P HY3 0 0PLK^t|IIx.fejlfc77-y-^!; 

0. 5 w L(10ng), fI#Affi7"7^^2 0^L (1/iM) % Ti/fHrV 

0 ^ L (1 /*M) % 10{§MOPCRW«tlO^L, 10 
mM W-^^^f K3 y >^(dNTP)iS^8 uU Pvrobest D 
NAJjf y p<7— fe?0. 5/zL(2. 5 units, ^Rim-f^* 3 9 . 
5ML^i-g-Lfei v gene amp PCR s y s t em97 0 0 (7^ 
A7r/W>>7) -t?PCRSrtTo/c 0 9 4°C2^roMtt^> 9 

4°Cl&m, 6 0tim 72tl. 5#ffi (3 OIM^^) M7 2°C3# 
P^l?^ofc„#fe;ft,fcPCRM£GFX PCR DNA and gel ban 
d purification kit (7-7^^77/1^ iXT) TrJftia^ (4 
3. 5 M L) > 5. 5 m L© 1 OMg© !) VtftilfMt)! p o 1 y n u c 
leotide kinaseljuL(lOunits) 3 7 TCT? 1 P#M V 

>HWbKJ&«:*fofc« % fiflKbfc. V ^SMb£ix;fe:PCR£i»2 5 » uc N #SM 

77^?F^2ML(2 0ng), 1 OfM©PCRiIfIl 0/iL, 10 
mM dNTPiH^8 m L. Pyrobest DNAtfD * 9— tfl uL(5un 
i t s)&tfJ8U*-y7k5 4 /i L&ftg-Lfcffc, PCR«r?Tofc. S^frfi. 9 
4 < C2#M©a&aEttfc, 9 4tlM 5 8tlM 7 2t6^ (30t-f 
fttf7 2°C1 2^-etTofc 0 #6>n/tPCRK«bSr!»3R« (4 3. 5 M 

5. 5 » lcd io mmm<D v ^mmw y * ^ 1^5=- k*-*-— 

^UKlOunits) ^*Dx, 3 7tf 1 BfPdJ V V^k^Srfrofc. 
7 — /MfcggiCi 9 [HUtX^tLTt 10m LODNA» ligation kit 
ver. 2 ^rfflV^T 1 6^1 iX3 ^af&^m\ i 
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HW2 

iiWlt#btlfcDNAS^5 n LSrffiV^T B acillus subti 
1 i s I SW1 2 1 4#lC^ALT»WEft#*]R#Lfc. (Chang and Cohen, M 
ol. Gen. Gent . , 168, 111, 1979) , r (O^jfetC i 5 W&tbfc^P bSrxh^ 
*M ? V l/- (.1 5 u g/mL, v-^-r) ^t?DM3#^^*[0. 8% (w 
/v) ^ 0. 3M a/^it:thy!>A6*ift«), 0. 5% 

^f-^/^X^-^/V (7*^73) \ 0. 0. 35% KH 2 

P0 4 , 0. 15%K 2 HP0 4 . 0. 5% iTjV^i— 0. 4%MgCl 2 - 
6H 2 C\ 0. OP/i^MT;^^ (i/^-r) x 0. 5% CMC (HXft 
^) % 0. 0 0 5% MJ/W/V- (pOWO RTfT$SW&BM (B/f'A ^ 
ft=^l 0 M /mL)]±tiftU 3 0tt7 2^IW««tTiW^ftt# 
fc. DM3«£^¥»M!i-hT\ An-«Lf;f fgft^T f7 t-f ^ 

(15/ig/mD tr^/u^v^hi^sM (3% tfy-^h^s, 3% 

0. 5%^^)^dr^ (frftttgg) , 0. 1% mn^**. 0. 1 
% KH 2 P0 4 , 0. 0 2% Mg S0 4 • 7H 2 0) T\ 3 0°C. 15B#|ffl£i5 
i#iH&rffV\ MM$t> micro prep plasmid purificat 
ion kit (7v->tA7//W->7) mi!? ^9*5 K&UDlZ, HffilUfc. 

7DNA->-^iyt- (7^5^ A) £^-OfT#ofc 0 

&3zMB. subtilis I SW1 2 1 4W<Di£^fe^ 3%#V<Zfh 

y s (b*£E&£D , o. 5%Aft*^x o. o 5% wm^*x, o. 1% 

KH 2 P0 4 . 0. 0 2 %Mg S0 4 • 7H 2 0, X h?^? V V (15/jg/ 
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mL) RXf5% T/Vh— X*<£A;1£mt&&m^X, 3 0°CT?7 2^firofc„ 

GDir/l-7— -tfJS'ftfiM: 3 6 8 0OU/L, 77 = ^— t ^f^y-7?syojS 
144^3 4 7 0 OU/L]kTfiT7 — >'—TA'^—ls—T7 — >'<Dffla&tZa 2 4 
0 0U/L-T?fcofc 0 

HK t/W7- 3, 5-^=hnty^ (DNS) jfejc i •? fflOJfeU 
fc. 

BP*>, 0. 2mLO0. 5M V5^-**ft*- iJ'AttflHft (p H 9 . 0 
) , 0. 4mL©2. 5% (w/v) ^^^rv-^f/Vt/VD-^ (AO IMC 
; B*K*ftK 0. 3mL<oafe^^7K^^^5S:^tC0. lmLClSlif 

SM^S CO. 5% ^hnty^H, 3 0% PyVi/Hl 1. 6% 
llifrU 4mL(D^ 1 'l'^->'7KSrADx.5 3 5 n mtC&lt UMtS*!© 

imt (1 U) tt, -h1BR&&#Tfc*5^T 1 $MKJfc Umol O^/l/a-^ft 

i omM h v xmrnmrnm (phs. o ^wbifcDEAE b 

3/<— /U Ogy— ) (2. 5cmX5cm) fc$£fLfc 0 iR^ifffcT'TJ 7 

A^gfe^Ufc^, mWffiWL* 0-0. 4MOtftthy £i»4 0 0 m L K: £ 5 1£ 

xmmtsfrtc. mmmn, im-mmm (pmi o, §y*°7) fc^-c^fc. 
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mum 5 mmttAr? ~t?;v- y&mtiw&MEm p h 

KfcfrR&-t p nomm-zm^t'* ? v ^-*m\sr v » •> ^mwm ( p h s . 

2-10. 9) *Jl^T**fiafcpHfcP-*fctt:Jk iffl.iftx.ff4i-fe/l'7- tf© 
*3S5ySpH»*, pH9. 0X*fc5«)WU S/y-7?= VJE 

^©JKtR/SpHfi, pHlOil pH^-> hJ^T/^yttffiO 

htsr t^Jofc (112) o 77-y-t^fv?y-77^ 

S*M77^y-T^^y-77^^SfrOil®Sp Hli, 9. 6#i£ 
£bKlpH8. 8^6pH9. 9 <Dfet£fi*5I p H 9 . 6-C(Dffite3:l 
00%i *B*Ht9 5%^±i;i^7-W7^y-^y v-V-T 

7=^«»#:ltHS'<J«<*oTV^5^fct» J Mo*: (02, 3) . 

sMswoscar/v* y w-ifit fts^*© p h ( p h i o . 5 \z. 
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%±/l-y— iftCoV^X, i^Jif 1©3 4 3&~3 7 7{iXf*itb^S-r-S^: 

2. mzm^-Kos 5 7te~3 6 2&x^wtbtiti^-r5MoT $ / m&.m 

jltfttS 1 Sl±*X!k £ -fr, S^^^T 5 7 ^Xic 2-5 

3. IH?IJ#-§-l ©3 5 7{£~3 6 2fiXttrW^St5fiI©75 / ilS 

i x« 2 iaife©aEST/v* y t^7^ 0 

4. »A-rs^^K^, 77=yM^y->y, 77-ywtxf^ 

SUfcfcS l ~ 3 ©v 1 9Ei©fl7/^ y t/V7- if. 

5. ^Ai-5^^FdS, 77-y-^!)->y-77^^ 77-^-tXf 

*ta» i mdMKo&mT** y 

6 . tt$& 1 ~5tim<D&*T/i'ji y t/v 7 -^^nw- K-r sat^Fc 

7 . M^c 6 |Blft©3ft^ SrStHSilfc*.^ * — - 

8 . If 7 ffifc©*!**^ *-*rgrtr»WBiMfc. 

9. m&m&tott&n&xawm^w^fc 
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SEQUENCE LISTING 

<110> KAO CORPORATION 

<120> Mutant alkali cellulase 

<130> P 

<150> JP P2002-124474 
<151> 2002-04-25 

<160> 6 

<170> Patentln Ver. 2. 1 

<210> 1 
<211> 824 
<212> PRT 

<213> Bacillus sp. KSM-S237 
<400> 1 

Met Met Leu Arg Lys Lys Thr Lys Gin Leu He Ser Ser He Leu He 

15 10 15 

Leu Val Leu Leu Leu Ser Leu Phe Pro Ala Ala Leu Ala Ala Glu Gly 

20 25 30 

Asn Thr Arg Glu Asp Asn Phe Lys His Leu Leu Gly Asn Asp Asn Val 

35 40 45 

Lys Arg Pro Ser Glu Ala Gly Ala Leu Gin Leu Gin Glu Val Asp Gly 

50 55 60 

Gin Met Thr Leu Val Asp Gin His Gly Glu Lys lie Gin Leu Arg Gly 
65 70 75 80 

Met Ser Thr His Gly Leu Gin Trp Phe Pro Glu He Leu Asn Asp Asn 

85 90 95 

Ala Tyr Lys Ala Leu Ser Asn Asp Trp Asp Ser Asn Met He Arg Leu 

100 105 110 

Ala Met Tyr Val Gly Glu Asn Gly Tyr Ala Thr Asn Pro Glu Leu He 

115 120 125 

Lys Gin Arg Val He Asp Gly He Glu Leu Ala He Glu Asn Asp Met 

130 135 140 

Tyr Val He Val Asp Trp His Val His Ala Pro Gly Asp Pro Arg Asp 
145 150 155 160 

Pro Val Tyr Ala Gly Ala Lys Asp Phe Phe Arg Glu He Ala Ala Leu 

165 170 175 

Tyr Pro Asn Asn Pro His He He Tyr Glu Leu Ala Asn Glu Pro Ser 

180 185 190 

Ser Asn Asn Asn Gly Gly Ala Gly He Pro Asn Asn Glu Glu Gly Trp 
195 * 200 205 
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Lys Ala Val Lys Glu Tyr Ala Asp Pro He Val Glu Met Leu Arg Lys 

210 215 220 

Ser Gly Asn Ala Asp Asp Asn He lie He Val Gly Ser Pro Asn Trp 
225 230 235 240 

Ser Gin Arg Pro Asp Leu Ala Ala Asp Asn Pro He Asp Asp His His 

245 250 255 

Thr Met Tyr Thr Val His Phe Tyr Thr Gly Ser His Ala Ala Ser Thr 

260 265 270 

Glu Ser Tyr Pro Ser Glu Thr Pro Asn Ser Glu Arg Gly Asn Val Met 

275 280 285 

Ser Asn Thr Arg Tyr Ala Leu Glu Asn Gly Val Ala Val Phe Ala Thr 

290 295 300 

Glu Trp Gly Thr Ser Gin Ala Ser Gly Asp Gly Gly Pro Tyr Phe Asp 
305 310 315 320 

Glu Ala Asp Val Trp He Glu Phe Leu Asn Glu Asn Asn He Ser Trp 

325 330 335 

Ala Asn Trp Ser Leu Thr Asn Lys Asn Glu Val Ser Gly Ala Phe Thr 

340 345 350 

Pro Phe Glu Leu Gly Lys Ser Asn Ala Thr Asn Leu Asp Pro Gly Pro 

355 360 365 

Asp His Val Trp Ala Pro Glu Glu Leu Ser Leu Ser Gly Glu Tyr Val 

370 375 380 

Arg Ala Arg lie Lys Gly Val Asn Tyr Glu Pro He Asp Arg Thr Lys 
385 390 395 400 

Tyr Thr Lys Val Leu Trp Asp Phe Asn Asp Gly Thr Lys Gin Gly Phe 

405 410 415 

Gly Val Asn Ser Asp Ser Pro Asn Lys Glu Leu lie Ala Val Asp Asn 

420 425 430 

Glu Asn Asn Thr Leu Lys Val Ser Gly Leu Asp Val Ser Asn Asp Val 

435 440 445 

Ser Asp Gly Asn Phe Trp Ala Asn Ala Arg Leu Ser Ala Asn Gly Trp 

450 455 460 

Gly Lys Ser Val Asp He Leu Gly Ala Glu Lys Leu Thr Met Asp Val 
465 470 475 480 

He Val Asp Glu Pro Thr Thr Val Ala He Ala Ala He Pro Gin Ser 

485 490 495 

Ser Lys Ser Gly Trp Ala Asn Pro Glu Arg Ala Val Arg Val Asn Ala 

500 505 510 

Glu Asp Phe Val Gin Gin Thr Asp Gly Lys Tyr Lys Ala Gly Leu Thr 

515 520 525 

He Thr Gly Glu Asp Ala Pro Asn Leu Lys Asn He Ala Phe His Glu 

530 535 540 

Glu Asp Asn Asn Met Asn Asn He He Leu Phe Val Gly Thr Asp Ala 
545 550 555 560 

Ala Asp Val He Tyr Leu Asp Asn lie Lys Val He Gly Thr Glu Val 



565 



570 



575 
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Glu lie Pro Val Val His Asp Pro Lys Gly Glu Ala Val Leu Pro Ser 

580 585 590 

Val Phe Glu Asp Gly Thr Arg Gin Gly Trp Asp Trp Ala Gly Glu Ser 

595 600 605 

Gly Val Lys Thr Ala Leu Thr He Glu Glu Ala Asn Gly Ser Asn Ala 

610 615 620 

Leu Ser Trp Glu Phe Gly Tyr Pro Glu Val Lys Pro Ser Asp Asn Trp 
625 630 635 640 

Ala Thr Ala Pro Arg Leu Asp Phe Trp Lys Ser Asp Leu Val Arg Gly 

645 650 655 

Glu Asn Asp Tyr Val Ala Phe Asp Phe Tyr Leu Asp Pro Val Arg Ala 

660 665 670 

Thr Glu Gly Ala Met Asn He Asn Leu Val Phe Gin Pro Pro Thr Asn 

675 680 685 

Gly Tyr Trp Val Gin Ala Pro Lys Thr Tyr Thr He Asn Phe Asp Glu 

690 695 700 

Leu Glu Glu Ala Asn Gin Val Asn Gly Leu Tyr His Tyr Glu Val Lys 
705 710 715 720 

He Asn Val Arg Asp He Thr Asn He Gin Asp Asp Thr Leu Leu Arg 

725 730 735 

Asn Met Met He He Phe Ala Asp Val Glu Ser Asp Phe Ala Gly Arg 

740 745 750 

Val Phe Val Asp Asn Val Arg Phe Glu Gly Ala Ala Thr Thr Glu Pro 

755 760 765 

Val Glu Pro Glu Pro Val Asp Pro Gly Glu Glu Thr Pro Pro Val Asp 

770 775 780 

Glu Lys Glu Ala Lys Lys Glu Gin Lys Glu Ala Glu Lys Glu Glu Lys 
785 790 795 800 

Glu Ala Val Lys Glu Glu Lys Lys Glu Ala Lys Glu Glu Lys Lys Ala 

805 810 815 

Val Lys Asn Glu Ala Lys Lys Lys 



<210> 2 
<211> 2475 
<212> DM 

<213> Bacillus sp. KSM-S237 

<220> 

<221> CDS 

<222> (1).. (2475) 

<400> 2 

atg atg tta aga aag aaa aca aag cag ttg att tct tec att -ctt att 48 
Met Met Leu Arg Lys Lys Thr Lys Gin Leu He Ser Ser He Leu He 
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15 10 15 

tta gtt tta ctt eta tct tta ttt ccg gca get ctt gca gca gaa gga 96 
Leu Val Leu Leu Leu Ser Leu Phe Pro Ala Ala Leu Ala Ala Glu Gly 
20 25 30 

aac act cgt gaa gac aat ttt aaa cat tta tta ggt aat gac aat gtt 144 
Asn Thr Arg Glu Asp Asn Phe Lys His Leu Leu Gly Asn Asp Asn Val 
35 40 45 

aaa cgc cct tct gag get ggc gca tta caa tta caa gaa gtc gat gga 192 
Lys Arg Pro Ser Glu Ala Gly Ala Leu Gin Leu Gin Glu Val Asp Gly 
50 55 60 

caa atg aca tta gta gat caa cat gga gaa aaa att caa tta cgt gga 240 
Gin Met Thr Leu Val Asp Gin His Gly Glu Lys He Gin Leu Arg Gly 
65 70 75 80 

atg agt aca cac gga tta cag tgg ttt cct gag ate ttg aat gat aac 288 
Met Ser Thr His Gly Leu Gin Trp Phe Pro Glu He Leu Asn Asp Asn 
85 90 95 

gca tac aaa get ctt tct aac gat tgg gat tec aat atg att cgt ctt 336 
Ala Tyr Lys Ala Leu Ser Asn Asp Trp Asp Ser Asn Met He Arg Leu 
100 105 110 

get atg tat gta ggt gaa aat ggg tac get aca aac cct gag tta ate 384 
Ala Met Tyr Val Gly Glu Asn Gly Tyr Ala Thr Asn Pro Glu Leu He 
115 120 125 

aaa caa aga gtg att gat gga att gag tta gcg att gaa aat gac atg 432 
Lys Gin Arg Val He Asp Gly He Glu Leu Ala He Glu Asn Asp Met 
130 135 140 

tat gtt att gtt gac tgg cat gtt cat gcg cca ggt gat cct aga gat 480 
Tyr Val He Val Asp Trp His Val His Ala Pro Gly Asp Pro Arg Asp 
145 150 155 160 

cct gtt tat gca ggt get aaa gat ttc ttt aga gaa att gca get tta 528 
Pro Val Tyr Ala Gly Ala Lys Asp Phe Phe Arg Glu He Ala Ala Leu 
165 170 175 

tac cct aat aat cca cac att att tat gag tta gcg aat gag ccg agt 576 
Tyr Pro Asn Asn Pro His He He Tyr Glu Leu Ala Asn Glu Pro Ser 
180 185 190 
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agt aat aat aat ggt gga gca ggg att ccg aat aac gaa gaa ggt tgg 624 

Ser Asn Asn Asn Gly Gly Ala Gly He Pro Asn Asn Glu Glu Gly Tip 
195 200 205 

aaa gcg gta aaa gaa tat get gat cca att gta gaa atg tta cgt aaa 672 

Lys Ala Val Lys Glu Tyr Ala Asp Pro He Val Glu Met Leu Arg Lys 
210 215 220 

age ggt aat gca gat gac aac att ate att gtt ggt agt cca aac tgg 720 

Ser Gly Asn Ala Asp Asp Asn He He He Val Gly Ser Pro Asn Trp 

225 230 235 240 

agt cag cgt ccg gac tta gca get gat aat cca att gat gat cac cat 768 

Ser Gin Arg Pro Asp Leu Ala Ala Asp Asn Pro lie Asp Asp His His 
245 250 255 

aca atg tat act gtt cac ttc tac act ggt tea cat get get tea act 816 

Thr Met Tyr Thr Val His Phe Tyr Thr Gly Ser His Ala Ala Ser Thr 
260 265 270 

gaa age tat ccg tct gaa act cct aac tct gaa aga gga aac gta atg 864 

Glu Ser Tyr Pro Ser Glu Thr Pro Asn Ser Glu Arg Gly Asn Val Met 
275 280 285 

agt aac act cgt tat gcg tta gaa aac gga gta gcg gta ttt gca aca 912 

Ser Asn Thr Arg Tyr Ala Leu Glu Asn Gly Val Ala Val Phe Ala Thr 
290 295 300 

gag tgg gga acg agt caa get agt gga gac ggt ggt cct tac ttt gat 960 

Glu Trp Gly Thr Ser Gin Ala Ser Gly Asp Gly Gly Pro Tyr Phe Asp 

305 310 315 320 

gaa gca gat gta tgg att gaa ttt tta aat gaa aac aac att age tgg 1008 

Glu Ala Asp Val Trp He Glu Phe Leu Asn Glu Asn Asn He Ser Trp 
325 330 335 

get aac tgg tct tta acg aat aaa aat gaa gta tct ggt gca ttt aca 1056 

Ala Asn Trp Ser Leu Thr Asn Lys Asn Glu Val Ser Gly Ala Phe Thr 
340 345 350 

cca ttc gag tta ggt aag tct aac gca ace aat ctt gac cca ggt cca 1104 

Pro Phe Glu Leu Gly Lys Ser Asn Ala Thr Asn Leu Asp Pro Gly Pro 
355 360 365 

gat cat gtg tgg gca cca gaa gaa tta agt ctt tct gga gaa tat gta 1152 

Asp His Val Trp Ala Pro Glu Glu Leu Ser Leu Ser Gly Glu Tyr Val 
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370 375 380 

cgt get cgt att aaa ggt gtg aac tat gag cca ate gac cgt aca aaa 1200 

Arg Ala Arg He Lys Gly Val Asn Tyr Glu Pro He Asp Arg Thr Lys 

385 390 395 400 

tac acg aaa gta ctt tgg gac ttt aat gat gga acg aag caa gga ttt 1248 

Tyr Thr Lys Val Leu Trp Asp Phe Asn Asp Gly Thr Lys Gin Gly Phe 

405 410 415 

gga gtg aat teg gat tct cca aat aaa gaa ctt att gca gtt gat aat 1296 

Gly Val Asn Ser Asp Ser Pro Asn Lys Glu Leu He Ala Val Asp Asn 

420 425 430 

gaa aac aac act ttg aaa gtt teg gga tta gat gta agt aac gat gtt 1344 

Glu Asn Asn Thr Leu Lys Val Ser Gly Leu Asp Val Ser Asn Asp Val 

435 440 445 

tea gat ggc aac ttc tgg get aat get cgt ctt tct gee aac ggt tgg 1392 

Ser Asp Gly Asn Phe Trp Ala Asn Ala Arg Leu Ser Ala Asn Gly Trp 

450 455 460 

gga aaa agt gtt gat att tta ggt get gag aag ctt aca atg gat gtt 1440 

Gly Lys Ser Val Asp He Leu Gly Ala Glu Lys Leu Thr Met Asp Val 

465 470 475 480 

att gtt gat gaa cca acg acg gta get att gcg gcg att cca caa agt 1488 

He Val Asp Glu Pro Thr Thr Val Ala He Ala Ala He Pro Gin Ser 

485 490 495 

agt aaa agt gga tgg gca aat cca gag cgt get gtt cga gtg aac gcg 1536 

Ser Lys Ser Gly Trp Ala Asn Pro Glu Arg Ala Val Arg Val Asn Ala 

500 505 510 

gaa gat ttt gtc cag caa acg gac ggt aag tat aaa get gga tta aca 1584 

Glu Asp Phe Val Gin Gin Thr Asp Gly Lys Tyr Lys Ala Gly Leu Thr 

515 520 525 

att aca gga gaa gat get cct aac eta aaa aat ate get ttt cat gaa 1632 

He Thr Gly Glu Asp Ala Pro Asn Leu Lys Asn He Ala Phe His Glu 

530 535 540 

gaa gat aac aat atg aac aac ate att ctg ttc gtg gga act gat gca 1680 

Glu Asp Asn Asn Met Asn Asn He lie Leu Phe Val Gly Thr Asp Ala 

545 550 555 560 
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get gac gtt att tac tta gat aac att aaa gta att gga aca gaa gtt 1728 
Ala Asp Val Tie Tyr Leu Asp Asn He Lys Val He Gly Thr Glu Val 
565 570 . 575 ' 

gaa att cca gtt gtt cat gat cca aaa gga gaa get gtt ctt cct tct 1776 
Glu He Pro Val Val His Asp Pro Lys Gly Glu Ala Val Leu Pro Ser 
580 585 590 

gtt ttt gaa gac ggt aca cgt caa ggt tgg gac tgg get gga gag tct 1824 
Val Phe Glu Asp Gly Thr Arg Gin Gly Trp Asp Trp Ala Gly Glu Ser 
595 600 605 

ggt gtg aaa aca get tta aca att gaa gaa gca aac ggt tct aac gcg 1872 
Gly Val Lys Thr Ala Leu Thr He Glu Glu Ala Asn Gly Ser Asn Ala 
610 615 620 

.tta tea tgg gaa ttt gga tat cca gaa gta aaa cct agt gat aac tgg 1920 
Leu Ser Trp Glu Phe Gly Tyr Pro Glu Val Lys Pro Ser Asp Asn Trp 
625 630 635 640 

gca aca get cca cgt tta gat ttc tgg aaa tct gac ttg gtt cgc ggt 1968 
Ala Thr Ala Pro Arg Leu Asp Phe Trp Lys Ser Asp Leu Val Arg Gly 
645 650 655 

gag aat gat tat gta get ttt gat ttc tat eta gat cca gtt cgt gca 2016 
Glu Asn Asp Tyr Val Ala Phe Asp Phe Tyr Leu Asp Pro Val Arg Ala 
660 665 670 

aca gaa ggc gca atg aat ate aat tta gta ttc cag cca cct act aac 2064 
Thr Glu Gly Ala Met Asn He Asn Leu Val Phe Gin Pro Pro Thr Asn 
675 680 685 

ggg tat tgg gta caa gca cca aaa acg tat acg att aac ttt gat gaa 2112 
Gly Tyr Trp Val Gin Ala Pro Lys Thr Tyr Thr He Asn Phe Asp Glu 
690 695 700 

tta gag gaa gcg aat caa gta aat ggt tta tat cac tat gaa gtg aaa 2160 
Leu Glu Glu Ala Asn Gin Val Asn Gly Leu Tyr His Tyr Glu Val Lys 
705 710 715 720 

att aac gta aga gat att aca aac att caa gat gac acg tta eta cgt 2208 
He Asn Val Arg Asp He Thr Asn lie Gin Asp Asp Thr Leu Leu Arg 
725 730 735 

aac atg atg ate att ttt gca gat gta gaa agt gac ttt gca ggg aga 2256 
Asn Met Met He He Phe Ala Asp Val Glu Ser Asp Phe Ala Gly Arg 
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740 745 750 

gtc ttt gta gat aat gtt cgt ttt gag ggg get get act act gag ccg 2304 
Val Phe Val Asp Asn Val Arg Phe Glu Gly Ala Ala Thr Thr Glu Pro 
755 760 765 

gtt gaa cca gag cca gtt gat cct ggc gaa gag acg cca cct gtc gat 2352 
Val Glu Pro Glu Pro Val Asp Pro Gly Glu Glu Thr Pro Pro Val Asp 
770 775 780 

gag aag gaa gcg aaa aaa gaa caa aaa gaa gca gag aaa gaa gag aaa 2400 
Glu Lys Glu Ala Lys Lys Glu Gin Lys Glu Ala Glu Lys Glu Glu Lys 
785 790 795 800 

gaa gca gta aaa gaa gaa aag aaa gaa get aaa gaa gaa aag aaa gca 2448 
Glu Ala Val Lys Glu Glu Lys Lys Glu Ala Lys Glu Glu Lys Lys Ala 
805 810 815 

gtc aaa aat gag get aag aaa aaa taa 2475 
Val Lys Asn Glu Ala Lys Lys Lys 
820 



<210> 3 
<211> 54 
<212> DNA 

<213> Artificial Sequence 
<400> 3 

gtgeatttae accattcgag ttagctggcg caaatcttga cccaggtcca gate 54 

<210> 4 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<400> 4 

ccattcgagt tagctcacgc aaatcttgac ccag 34 

<210> 5 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
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<400> 5 

ccattcgagt tagctcgtgc aaatcttgac ccag 34 

<210> 6 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<400> 6 

caataacatc cattgtaagc ttctcagcac c 31 
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Abstract 

The present invention is directed to a mutated alkaline 
cellulase obtained by deleting, from a cellulase having an 
amino acid sequence represented by SEQ ID NO: 1 or an amino 
acid sequence exhibiting at least 90% homology therewith, one 
or more amino acid residue (s) chosen from the 343rd to 377th 
positions in SEQ ID NO: 1 or from corresponding positions and 
inserting a peptide having 2 to 15 amino acid residues into 
at least one of the deleted positions; and to a gene encoding 
the mutated alkaline cellulase. 

The mutated alkaline cellulase has an optimum pH near 
the pH of the washing liquid (pH: about 10.5) and thus is 
useful as an enzyme for laundry detergent. 
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